Supplemental Text and Figures
Individual limb muscle bundles are formed through progressive steps orchestrated by adjacent connective tissue cells during primary myogenesis. Besse et al., Figure S1. Osr2Cre is active in forelimb MCT. Related to Figures 2, 3 and 4 (A, B) Whole mount immunohistochemistry to detect alkaline phosphatase showing Cre activity almost exclusively restricted to the limbs at E11.5 (A) and E12.5 (B). Dashed lines show approximate plane of section shown in C,D, F,G, I,J. Immunohistochemistry on E11.5 Osr2Cre;RosaYFP forelimb cryosections to detect Sox9 (C-D), MyoD (F-G) and Tcf4 (I-J) (all red channel) also labelled for YFP (green) and DAPI (blue). The majority of Osr2Cre activity (YFP+) was not detected in the cartilage cells (Sox9 +) or muscle progenitors (MyoD+) precursor cells. Osr2Cre activity (YFP+) overlaps with Tcf4+ MCT cells. The same immunohistochemical staining was carried out on dissociated cells in culture isolated from E11.5 limb buds (E, H, K show representative views of labelled cells). E. Of a total of 83 cells analysed, 36 were Sox9+ive only, 41 GFP(cre)+ive only and 6 were double labelled for both GFP(cre) and Sox9. H. Of a total of 431 cells analysed, 315 were MyoD +ive only, 116 were GFP/Cre +ive only and 0 were double-labelled for both GFP(cre) and MyoD. K. Of a total of 116 cells analysed, 5 were TCF+ive only, 46 were GFP/cre+ive only and 65 were double-labelled for TCF4/cre. Panels C,F,I are 20X, panels D-E, G-H and J-K are 100X magnification. Localisation of SLRP expression with muscle cells detected by section in situ hybridisation for Fmod or Ogn followed by immunofluorescence for Myogenin at E12.5 and presented as 10X images (D,E). The region boxed in 10X images are 40X magnification (E,J).
